Cell walls, uniformly suspended in 0.05 M buffer of suitable pH, were diluted so that the initial absorbance at 600 m,u with a 1-cm light path was approximately 0.50. A recording spectrophotometer with the cuvette chamber maintained at 25 C was used. Enzyme was added (1.0-ml total reaction volume), and the decrease in absorbance was measured for 1 to 2 min.
The relationship between protein concentration and decrease in absorbance of S. aureus cell wall suspensions for Chalaropsis B and Myxobacter AL-1 enzymes is shown in Fig. 1 and 2 . Lysozyme, lysostaphin, and Pseudomonas enzyme gave similar results, but Chalaropsis and Myxobacter are shown as representative of enzymes that cleave glycosidic and peptide bonds, respectively, in the cell wall murein. In all cases, the initial rates of reaction (first 10 to 20% reduction in turbidity) were linear with time and as shown in each inset were directly proportional to enzyme concentration. The addition of neutral salts, such as sodium chloride, was not necessary and, in fact, was inhibitory for some of the enzymes. For the Chalaropsis B enzyme, one unit was defined as the amount of enzyme necessary to give an initial reduction in absorbance of S. aureus cell wall suspensions of 0.001 per minute under the conditions described. By varying the buffer and perhaps the cell walls, this unit would appear to be suitable for any bacteriolytic enzyme that solubilizes the cell wall murein.
